[Abstract] Protein palmitoylation is the post-translational modification of proteins via the attachment of palmitate through acyl linkages. The nucleophile sulfhydryl group of cysteines is the common palmitoylation site. Covalent attachment of palmitate occurs on numerous proteins and is usually associated with directing protein localization to the endomembrane system. Detection of protein palmitoylation by in vivo labeling with tritium-labeled palmitic acid typically requires an autoradiographic exposure time of several months, and, thus is not suitable for rapid analyses. Here, we described an easy protocol for quick in vitro detection of protein S-acylation using the Arabidopsis protein kinase, PBS1, as an example. To determine whether PBS1 is modified through thioester linkage to acyl groups, we employed a "biotin switch" assay (Hemsley et al., 2008) . This work was first published in Qi et al. (2014) , but we expand on the method here.
http://www.bio-protocol.org/e1296 2. Dexamethasone-inducible constructs of N20sYFP:HA and n20sYFP:HA were mobilized into Agrobacterium tumefaciens strain GV3101 (pMP90) by electroporation.
3. After overnight culture in Luria-Bertani liquid medium, cells (7 ml culture) were pelleted and resuspended in 10 mM MgCl2 solution with 100 μm acetosyringone and suspensions were diluted to OD600 = 0.3 before infiltration.
4. The cells were incubated for 2 h at room temperature and infiltrated with a needleless 1 ml syringe into leaves of 4-week-old (best age for transient expression) N. benthamiana plants. A minimum of six fully expanded leaves should be infiltrated for one experiment.
5. Transgenes were induced by spraying leaves with 50 µM dexamethasone 40 h after inoculation. Samples were harvested for protein extraction 4 to 6 h after dexamethasone application.
6. Laser scanning confocal microscopy was performed at 5 h after dexamethasone application to confirm the expression of sYFP fusions. A 1 cm x 1 cm tissue was clipped from the infiltrated leaf area and placed in a drop of ddH2O in the center of a slide. After a cover slip was placed, the slide was examined using the Leica SP5 system. B. Immunoprecipitation and Immunoblotting 1. For total protein extraction, six infiltrated leaves were ground in lysis buffer. Tissues can be flash-frozen in liquid nitrogen and stored at -80 °C till needed.
2. Homogenates were centrifuged twice at 13,000 rpm at 4 °C for 10 min, and supernatants were transferred to new tubes.
3. 100 μl an anti-HA monoclonal antibody matrix was added into each homogenate. The mixture was then incubated at 4 °C overnight and rotated end-to-end. 4 . The resin was pelleted by centrifuging at 16,000 x g for 10 sec and washed three times with 1 ml lysis buffer. 
